Introduction
RNA editing is a prevalent posttranscriptional processing event that can involve the substitution or deletion of RNA sequences or the modification of specific nucleoside bases. These sequence alterations serve to generate genomic diversity in the transcriptome by producing multiple protein isoforms from a single genomic locus [1] . In this process, adenosine residues undergo a site-selective hydrolytic deamination to inosine (A-to-I editing) in pre-and mature mRNA transcripts that is catalyzed by a family of double-stranded RNA-specific adenosine deaminases referred to as ADARs [1, 2] .
The mammalian ADAR family has two catalytically active family members, ADAR1 and ADAR2 [3] . Each of these enzymes contains multiple copies of a doublestranded RNA-binding motif that are required for the binding of ADARs to their target transcript(s) and an adenosine deaminase domain near the carboxyl terminus that is required for catalytic activity [4] [5] [6] [7] [8] [9] . ADAR1 and ADAR2 have been shown to edit all of the identified mammalian adenosine-to-inosine editing sites, including transcripts encoding multiple subunits of the ionotropic glutamate receptors, i.e. GluR-2, Q/R and R/G sites; GluR-3, R/G site; GluR-4, R/G site; GluR-5, Q/R site; GluR-6, Q/R, I/V and Y/C sites. The 2C-subtype of serotonin receptor (5HT 2C , sites A-E), the ␣ 3 subunit of the GABA A receptor (Gabra3, I/M site) and a voltage-gated potassium channel (Kv1.1, I/M site) are also ADAR substrates [10] [11] [12] [13] .
RNA editing can alter the amino acid coding potential of the mRNA and thereby alter the function of the encoded protein product. Such changes include modulation of Ca 2+ permeability (GluR-2, GluR-5, GluR-6) [14] [15] [16] [17] , alteration of recovery from receptor desensitization (GluR-2, GluR-3, GluR-4) [18] , channel inactivation (Kv1.1) [12] , and modulation of constitutive activity and G-protein coupling efficacy (5HT 2C receptor) [19] [20] [21] . In addition to alterations in coding potential, RNA editing can also affect the structure, stability, translation efficiency and splicing patterns of edited transcripts [1, 3] . Moreover, environmental factors such as early life stress and antidepressant drug administration have been shown to alter the editing patterns of ADAR substrates [22, 23] . Alterations in RNA editing patterns for the 5HT 2C receptor have been observed in numerous human neuropsychiatric diseases, including schizophrenia, depression and suicide [24] [25] [26] , whereas a decrease in editing at the Q/R site of GluR-2 mRNAs has been associated with the selective death of spinal motor neurons in sporadic amyotrophic lateral sclerosis [27, 28] .
Both ADAR1 and ADAR2 are known to be highly expressed in the brain, yet limited studies have been performed to characterize region-specific patterns of expression during development. One such study used in situ hybridization analyses to determine the developmental pattern of ADAR2 expression in the rat [29] . This study reported the earliest expression of ADAR2 in the ventral thalamus during late embryonic development while at birth expression was still restricted to thalamic nuclei. ADAR2 expression was detected more broadly and near peak levels by postnatal day (P)21 and leveled off into adulthood with the greatest hybridization signal detected in the hippocampus, olfactory bulb and thalamus. This restricted pattern of ADAR2 expression during development was quite surprising given the broad expression pattern for GluR-2 transcripts in the central nervous system and previous observations regarding the high efficiency ( 1 99%) by which the Q/R site is edited within whole-brain-derived GluR-2 mRNAs during development [14] . Recent findings by the GENSAT Consortium (http://www.gensat.org/index.html) and the Allen Brain Atlas (http://www.brainatlas.org/aba/) have suggested a more widespread distribution of the ADAR enzymes.
Developmental and regional mapping of ADAR1 in the brain has not been reported, and homozygous ADAR1-null animals die at embryonic day (E)11.5-12.5 [30, 31] ; the phenotype is characterized by slowed development, an altered fetal liver structure and impaired hematopoiesis as well as widespread apoptosis in heart, liver and vertebra. Examination of the neuroepithelium did not display any abnormalities [30] , raising questions regarding what role(s) ADAR1 may play, if any, during neurological development.
There are limited data describing not only developmental regulation of ADAR enzymes but also of editing patterns for ADAR substrates, particularly the 5HT 2C receptor. Characterization of 5HT 2C receptor expression in developing mice is limited to a single survey demonstrating receptor immunoreactivity as early as E10-10.5 in the mesenchyme underlying the mesencephalic flexure of the brain [32] . Immunohistochemical as well as Northern and Western blotting analyses performed during rat brain development have been more extensive, indicating that 5HT 2C receptor mRNA levels increase 5-fold between E17 and P27 and reach peak levels by P13 [33] ; however, 5HT 2C receptor protein levels demonstrate a more attenuated developmental profile, increasing only 2-fold during the same time period [33] . Thus, our current study examined the temporal and spatial regulation of ADAR1 and ADAR2 in mouse forebrain, as well as developmental regulation of RNA editing for multiple ADAR substrates. Our data suggest that ADAR1 and ADAR2 are expressed broadly across nearly all brain regions by P0. Furthermore, these enzymes appear to be expressed in neurons but not in glial cells, supporting a potential role for RNA editing in neuronal development across a wide variety of forebrain regions.
Experimental Procedures
Mice 129S6 male mice (Taconic) from developmental stages E15, E19, P0, P21, P100 (plug day = E0, n = 6) were used for this study. To determine the gender of embryonic and early postnatal animals, a PCR-based strategy was developed to detect the genes encoding Smcy and its X chromosome homolog Smcx . Both Y and X chromosome homologs are widely expressed in all male tissues and SMCX escapes X-inactivation in females [34] . PCR amplification using primers (sense: 5 -CCGCTGCCAAATTCTTTGG-3 , antisense: 5 -TGAAGCTTTTGGCTTTGAG-3 ) designed to amplify both X-and Y-copies generated amplicons of 290 and 330 bp, respectively [35] .
Immunohistochemistry
At E15, dams were deeply anesthetized with sodium pentobarbital and embryos were obtained by cesarean section. Whole embryonic heads were immersion-fixed in 4% paraformaldehyde. For postnatal ages, mice were deeply anesthetized with sodium pentobarbital and transcardially perfused with 4% paraformaldehyde. Brains were removed and postfixed overnight at 4 ° C. All brains were immersed in a series of sucrose (10, 20 , and 30%) solutions prior to sectioning for immunohistochemistry. Coronal sections were cut on a freezing microtome at 40 m, or on a cryostat (20 m, E15 only), and stained using modifications of previously published protocols [36, 37] . Briefly, sections were treated with 0.1 M glycine (pH 7.4) to reduce nonspecific labeling, blocked in 4% nonfat dried milk, 0.2% Triton-X 100 in PBS (pH 7.4) and incubated at 4 ° C for 3 days with antibodies directed against ADAR1 (guinea pig polyclonal; 1: 1,000) [38] and ADAR2 (sheep polyclonal; 1: 500) [11, 39] , respectively. Following 5 washes in blocking solution at room temperature, sections were incubated with biotinylated anti-mouse, anti-rabbit, anti-sheep or antiguinea pig IgG (Jackson, 1: 1,000) for 60 min. Avidin-biotin amplification (Vectastain ABC Standard) and 3-3 -diaminobenzidine reactions were used to visualize labeled proteins. Sections from different ages were processed in parallel to minimize variability across developmental time points. Adjacent sections were stained with 0.5% cresyl violet to aid in anatomical identification of regions of interest. Negative controls, in which primary antibodies were omitted, revealed no specific labeling. Background labeling of blood vessels was observed in the E15-derived samples.
Immunofluorescent techniques were used for colocalization analyses where mouse monoclonal antibodies directed against either NeuN (Chemicon MAB377; 1: 100), glial fibrillary acidic protein (Chemicon MAB360; 1: 250), or S100 ␤ (DakoCytomation Z0311, 1: 4,000) were used in combination with guinea pig anti-ADAR1 and sheep anti-ADAR2 antisera; appropriate Cy2-and Cy3-labeled secondary antibodies were utilized (1: 1,000, Jackson). Sections were mounted onto gelatin/poly-L-lysine-coated slides, dehydrated, coverslipped with DPX (EMS, Hatfield, Pa., USA) and imaged using an Axioplan II microscope and Axiocam HR (Carl Zeiss, Thornwood, N.Y., USA). Images were digitally captured using Axiovision software (version 4.1) and exported as TIFF files. Images were merged in Adobe Photoshop where brightness was adjusted as necessary. Fields within the cerebral cortex and hippocampus were collected for cell counting in a subset of the adult animals (n = 3-4 animals per immunohistochemistry condition).
RNA Characterization
At each developmental age, mice (n 6 6) were rapidly sacrificed, and whole brain or brain regions (adult only: choroid plexus, cortex, hippocampus, hypothalamus, olfactory bulb, striatum) were immediately frozen in liquid nitrogen. RNA was isolated and purified using the PerfectPure RNA tissue kit (5 PRIME, Gaithersburg, Md., USA) according to the manufacturer's instructions.
For isolation of specific brain regions, dissections were performed as described in Glowinski and Iversen [40] . Briefly, a co ronal cut was made on the ventral surface of the brain at the level of the optic chiasm (bregma approximately -0.3 mm). The re gion generated from this first cut was used to harvest the cortex and striatum; the olfactory bulb was removed, and the striatum was separated from the cortex with the corpus callosum and lateral ventricles defining the boundaries. The residual white matter was removed, and remaining tissue was defined as cortex. The choroid plexus was removed from both lateral ventricles and the third ventricle. In the remaining tissue sample, the hippocampus was removed, and then a second coronal cut was made in front of the cerebellum (bregma ϳ 3.2 mm). The hypothalamus was separated from the thalamus using the anterior commissure and mammillary bodies as reference boundaries.
To determine 5HT 2C receptor editing patterns during development, a Pyrosequencing TM (Biotage AB) strategy was utilized with individual cDNA clones at each age as described [41] . To determine the extent of site-selective editing for other ADAR substrates, first-strand cDNA was synthesized and amplified using gene-specific primers and assessed using a modified primer extension analysis [42] . The extension products were resolved by denaturing polyacrylamide gel electrophoresis and quantified using phosphorimager analysis (GE Healthcare).
To quantify levels of ADAR1 and ADAR2 mRNA expression, first-strand cDNA was synthesized as described above and subjected to real-time PCR analysis using Taqman-based probes (Applied Biosystems); all primers and probes were products of As say-On-Demand from Applied Biosystems (ADAR1, assay ID Mm00508001_ m1; ADAR2, assay ID Mm00504621_m1). Eukaryotic 18S rRNA (product No. 4319413E; Applied Biosystems) was included in each multiplex PCR as an internal control. Real-time PCR and subsequent analysis were performed with an ABI Prism 7900HT sequence detection system (SDS v2.3; Applied Biosystems). Quantification of target gene expression in all samples was normalized to 18S rRNA expression by the equation C T (target) -C T (18S) = ⌬ C T , where C T is the threshold cycle number. Differences between each developmental time point, including individual variation, were calculated by the equation ⌬ C T (individual age) -⌬ C T (mean adult) = ⌬ ⌬ C T . Changes in target gene expression ( n -fold) in each sample were calculated by 2 -( ⌬ ⌬ C T ) from which the means and standard errors of the mean (SEM) were derived.
Statistical Analyses
All statistical analyses were performed using GraphPadPRISM (GraphPad Software Inc.). Values are reported as mean 8 SEM, and post-hoc p values ! 0.05 were considered significant.
Results

ADAR1 and ADAR2 Transcripts
ADAR1 and ADAR2 mRNA levels were determined over a developmental time course in whole mouse brain using quantitative real-time RT-PCR (qPCR). Overall, the steady-state levels of ADAR1 and ADAR2 transcripts increased gradually during development. At E15, expression of each of these mRNAs was relatively low, and expression continued to increase for each ADAR-encoding mRNA species through adulthood (P100; fig. 1 ).
To further assess the expression of ADAR1 and ADAR2 transcripts in dissected brain regions from adult mice, we again used qPCR to quantify steady-state mRNA levels in frontal cortex, hippocampus, hypothalamus, olfactory bulb, striatum, thalamus and choroid plexus; values from dissected brain regions were normalized to whole-brain expression levels ( fig. 2 ). ADAR1 displayed relatively low levels of expression in the choroid plexus, frontal cortex and hippocampus (p ! 0.001 for each region as compared to whole brain; fig. 2 a) . In contrast, ADAR1 appeared to be relatively enriched in the hypothalamus and thalamus ( fig. 2 a) , while ADAR1 levels in the olfactory bulb and striatum were comparable to those from whole brain.
The general expression pattern for ADAR2 in most brain regions was similar to that for ADAR1, with the lowest relative expression levels observed in the frontal cortex and hippocampus ( fig. 2 b) . ADAR2 mRNA expression was the highest in the thalamus, with a two-fold increase relative to whole brain ( fig. 2 b) . ADAR2 expression in the choroid plexus, hypothalamus, olfactory bulb and striatum was comparable to that of whole brain.
ADAR1 and ADAR2 Protein
To examine the spatial pattern of ADAR1 and ADAR2 protein expression, we used an immunohistochemical strategy with previously characterized ADAR-specific antisera [11, 38, 39] . In adult mice, expression of both ADAR1 and ADAR2 protein was detected throughout the forebrain ( fig. 3 , 4 ) . ADAR1 labeling was prominent in the nuclei of cells contained within nearly all gray matter brain regions, including the cerebral cortex ( fig. 3 b, c), striatum ( fig. 3 c), hippocampus ( fig. 3 d) , thal- amus ( fig. 3 e) , hypothalamus ( fig. 3 f) and amygdala ( fig. 3 g ). Even more intense labeling was observed using antisera derived against ADAR2 ( fig. 4 ) in nearly all forebrain regions examined. Qualitatively, both ADAR1 and ADAR2 immunoreactivity appeared to be restricted to neurons but expressed ubiquitously across neuronal subtypes. Colocalization studies using specific markers of neurons (neuronal nuclei, NeuN) and astrocytes (glial fibrillary acidic protein, GFAP, S100 ␤ ) confirmed these findings [ fig. 5 (low power) and fig. 6 (high power)] . We also quantified the extent of colocalization in two brain regions, the cerebral cortex and hippocampus. The vast majority of ADAR1-and ADAR2-immunoreactive cells were positive for NeuN (97.6 8 1.58% and 99.0 8 0.333%, respectively). In contrast, very few ADAR1-and ADAR2-immunoreactive cells were positive for GFAP (0.513 8 0.230% and 0.550 8 0.268%, respectively) or S100 ␤ (1.32 8 0.178% and 3.02 8 1.41%, respectively). Similar results were obtained in the hippocampus, with NeuN detected in the majority of the ADAR1-and ADAR2-immunoreactive cells (96.9 8 0.515% and 92.6 8 2.03%, respectively), but very little coexpression of ADAR1 or ADAR2 with GFAP (0 8 0% and 1.67 8 1.67%, respec- 200 m ( b -g ). The sagittal section was reconstructed as overlays from images captured at higher power in Adobe Photoshop, thus resulting in different apparent levels of background on different areas of the section. PrL CTX = Prelimbic cortex; cc = corpus callosum; STR = striatum; CP = choroid plexus; CA1 = CA1 subregion of the hippocampus; DG = dentate gyrus of the hippocampus; zi = zona incerta; ml = medial lemniscus; md = mediodorsal thalamic nucleus; vp = ventroposterior thalamic nucleus; dm Hypo = dorsomedial hypothalamus; vm Hypo = ventromedial hypothalamus; post Hypo = posterior hypothalamic nucleus; Amyg = amygdala. tively) or S100 ␤ (3.67 8 1.41% and 6.00 8 1.79%, respectively).
We then assessed ADAR1 and ADAR2 protein expression developmentally, examining labeling patterns at E15, P0 and P21. At E15, the earliest stage examined, no specific immunoreactivity for ADAR2 was detected within the forebrain ( fig. 7 b, d, f) . ADAR1-immunoreactive cells were seen only occasionally, with no clear delineation of cell type ( fig. 7 a, c, e) . By P0, robust expression of both ADAR1 and ADAR2 protein was detected ( fig. 8 ,  9 ). For example, ADAR1 was observed within superficial and deep layers of the still developing cerebral cortex ( fig. 8 a) , hippocampus ( fig. 8 b) , thalamus ( fig. 8 d) and hypothalamus ( fig. 8 d) . Labeling in the striatum was limited, however ( fig. 8 b) . Nearly identical patterns of ADAR2 protein expression were observed at P0 ( fig. 9 ). Colocalization studies again revealed expression of each editing enzyme with NeuN, but not GFAP (online suppl. fig. 1 , www.karger.com/doi/10.1159/000210185). Expression patterns nearly indistinguishable from the adult were observed at P21 ( fig. 10 , 11 ) , consistent with qPCR analyses of ADAR1 and ADAR2 transcripts ( fig. 1 ).
ADAR1 and ADAR2 Substrate RNAs
We next determined the editing patterns for several known ADAR1 and ADAR2 substrates in RNA isolated from whole brain at specific developmental time points ( fig. 12 ). The 5HT 2C receptor contains 5 editing sites (termed sites A-E) that can alter amino acids 157, 159 and 161, within the putative second intracellular loop of the receptor [20, 21] . These edited isoforms have distinct functional properties affecting constitutive activity and the efficacy and specificity of receptor coupling to G proteins [19, 21, 43] . When we examined the extent of RNA editing at each of the 5 individual sites within mouse 5HT 2C receptor transcripts, most appeared to follow sim- ilar developmental patterns of editing. With the exception of the D site, the other edited sites display low levels ( ϳ 10-15%) of editing at E15 and reach adult levels of editing by P0 ( fig. 12 a) . The D site, however, was already edited in 50% of the transcripts at E15 and increased at P21, when it reached adult levels ( ϳ 75%). Editing at the D site changes a genomically encoded isoleucine codon (AUU) to a valine codon (IUU), yet this amino acid alteration has little effect on the signaling properties of the 5HT 2C receptor [19] . The Q/R site within GluR-2 transcripts is edited to near completion by E15 and maintains this level of editing throughout adulthood ( fig. 12 b) , as previously described [44] . Other substrates, including the GluR-2 R/G site, the GluR-5 Q/R site and the ADAR2 auto-editing site (-1 site) demonstrated modest editing at E15, with increases at P0 and P21, at which point the adult pattern of editing was achieved ( fig. 12 b) . Interestingly, significant editing of the Kv1.1 I/V site appears to occur sometime after P0, substantially later than the other transcripts studied ( fig. 12 b) .
Discussion
Using multiple experimental strategies, we have examined the spatiotemporal expression patterns for ADAR1 and ADAR2 in the mouse forebrain. qPCR analyses of ADAR1 and ADAR2 mRNA detected very low expression at E15, but robust and widespread expression by P0. ADAR1 and ADAR2 mRNA expression each appeared to increase steadily throughout development, with peak expression observed in adulthood. In adult animals, we examined ADAR1 and ADAR2 levels in whole brain, as well as specific brain regions, to determine whether these editing enzymes demonstrated a preferential pattern of expression. ADAR1 and ADAR2 mRNA appear to be expressed at somewhat lower levels in the cortex and hippocampus, with message levels about 50% lower than those observed in whole brain. ADAR1 transcripts are most highly expressed in the hypothalamus and thalamus. ADAR2 also has higher expression in the thalamus than in other brain regions. High levels of RNA editing for several ADAR2-specific substrates have been observed in the thalamus including the Q/R site of the GluR-5 subunit in the rat (90%) [45] , the D site of the 5HT 2C receptor in humans (85%) [46] and the I/M site of the ␣ 3 subunit of the GABA A receptor (90%) [13] , suggesting that increased expression of ADAR2 in the thalamus can lead to maximal levels of RNA editing.
A previous study of ADAR2 expression using in situ hybridization with oligonucleotide probes [29] concluded that the ADAR2 transcript is not present at birth and appears gradually over the first week of life in a region-dependent manner. In contrast, our present study using qPCR revealed that ADAR2 is widely distributed in mouse brain at birth and is expressed in all brain regions examined where editing substrates are expressed. Our data agree with the previous study [29] in that expression was highest in the thalamus, suggesting that differences in assay sensitivity may have contributed to the observed differences between these studies. Like ADAR2, ADAR1 also shows widespread expression in the mouse brain and also suggests an extensive overlap between expression of editing substrates and the ADAR proteins. The Allen Brain Atlas and GENSAT databases present images of ADAR expression that are largely in agreement with our study, demonstrating that ADARs are widely distributed throughout the mouse forebrain by birth, with the possible exception of the striatum. The functional relevance of abundant expression of both enzymes during development is unknown, but may relate to intrinsic differences in their substrate specificity.
Further, we used double-label immunohistochemistry to determine the patterns of expression for ADAR1 and ADAR2 in neuronal and glial cells. Colabeling studies performed with GFAP or NeuN indicated coexpression of ADAR1 and ADAR2 with NeuN. Only very limited b The extent of RNA editing for several other ADAR substrates was determined by primer-extension analysis in mouse wholebrain transcripts isolated over a developmental time course. With the exception of the GluR-2 Q/R site, which was maximally edited at the earliest age examined, each substrate displayed low levels of editing at E15 that gradually and significantly increased to maximal levels in adult animals (p ! 0.01).
ADAR1 or ADAR2 labeling was observed in GFAP-or S100 ␤ -positive cells, indicating that ADARs are not expressed in most glial cells in the mouse forebrain. Although we did not use a direct marker of oligodendrocytes, we did not observe ADAR1 or ADAR2 labeling in any white matter tracts ( fig. 3 , 4 , 8 , 9 , 10 , 11 ), suggesting that these ADAR proteins may be largely restricted to neurons in the mouse forebrain. In contrast, low levels of ADAR transcripts and edited glutamate receptor subunits have been previously reported in white matter from humans [46] ; thus, there may be pertinent species differences. Similar to previous reports [44, 48] , we observed extensive editing of glutamate receptor transcripts prenatally. Data generated from knockout animals, single-cell RT-PCR studies and in vitro editing activity assays have shown that the Q/R site is preferentially edited by ADAR2 [49, 50] . Our study reveals Q/R site editing to be greater than 99% by E15 when ADAR2 mRNA is quite low and ADAR2 protein is barely detectable. Additionally, we find that the D-site of the 5HT 2C receptor, a site that is preferentially edited by ADAR2 [20, 21] , is edited in 50% of the transcripts by E15, highlighting another discordant relationship between ADAR2 expression and RNA editing levels. It is possible that the Q/R site of GluR-2 and D-site of the 5HT 2C receptor are kinetically favored and do not require abundant ADAR2 protein for efficient deamination, yet previous in vitro competition analyses revealed that the 5HT 2C receptor duplex is particularly weak in its ability to compete for ADAR2-mediated editing [51] . Alternatively, ADAR2 expression could be selectively increased in neurons expressing GluR-2 and 5HT 2C receptor mRNAs; yet given the broad expression of AMPA receptors across neuronal subpopulations in the central nervous system [51] , it is unclear whether spatial patterns of A-to-I conversion in the brain reflect region-specific differences in ADAR expression. By contrast, the major 5HT 2C receptor mRNA isoforms in the choroid plexus are either nonedited or edited solely at the D-site to encode isoleucine, asparagine and isoleucine (INI) or isoleucine, asparagine and valine (INV) in the second intracellular loop of the receptor, respectively, a pattern consistent with low levels of ADAR1 and increased levels of ADAR2 in the adult rat and mouse brains [ 21 ; Jacobs and Emeson, unpubl. obs.]. While no catalytic activity for ADAR3 has been observed with known ADAR substrates or synthetic dsRNAs [53, 54] , it is possible that this protein may also be involved in the region-specific regulation of editing patterns, given its robust and restricted expression in the brain [54] . Previous studies have suggested that ADAR3 may interfere with the activities of ADAR1 and ADAR2 by acting as a competitive inhibitor, thus decreasing the editing of specific substrates in those regions where it is preferentially expressed (e.g. the thalamus) [54] .
We have demonstrated that ADARs are expressed at low levels in the fetal brain, and increase gradually over time. ADAR1 mRNA has its lowest expression in the choroid plexus, cortex and hippocampus, while ADAR2 mRNA is least expressed in the cortex and hippocampus, with increased expression in the thalamus. We have also reported complete ADAR colocalization with NeuN, indicating that ADAR expression is restricted to neuronal populations. ADAR1 and ADAR2 expression do not necessarily correlate with the extent of editing activity for identified substrates, raising questions regarding the regulatory mechanisms that may be necessary to maintain normal spatiotemporal patterns of editing in the mammalian brain. While in vitro studies of A-to-I editing have not demonstrated a requirement for any proteins other than ADARs for the site-selective editing of specific RNA substrates, the discordance between ADAR expression levels and editing patterns in mouse brain regions suggests that additional regulatory factors may be involved in the formation of protein-RNA complexes to modulate site-selective A-to-I conversion.
